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(57) Using a gene recombination technique, a 
glutamic acid and an aspartic acid positioned in a chan- 
nel of apoferritin are substituted with serine hav,ng a 
small size and no charges. Then, a glutamic acid posi- 
tioned in a holding portion is substituted w.th a basic 
amino acid such as lysine or a neutral amino ac.d L Fur- 
thermore, at least one cysteine is introduced into the 
holding portion. This prevents a repulsive force due to 
electrostatic interaction between (AuCI 4 )- having a neg- 
ative charge and a negative amino acid from occurnng 
which facilitates the capture of (AuCI 4 V into the channel 
and the holding portion. The (AuCI 4 V captured hnto the 
holding portion is subsequently reduced to Au, and thus 
apoferritin including gold particles can be produced. 
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Description 

BACKGROUND OF THE INVENTION 
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buffer solution apoferritin and ammonium iron sulfate are 100 mmol/L (pH 7.0). 0.5mg/mL, and 5 mmol/L, respectively 
All the operations for preparing ferritin are performed at room temperature and stirring is performed with a stirrer. 
[0015] Next, in order to complete a reaction for capturing iron ions into apoferritin and an oxidation reaction of the 
captured irons, the ferritin solution is allowed to stand over night. This operation introduces iron oxides having uniform 
sizes into the holding portion of apoferritin, so that ferritin (a complex of apoferritin and a fine particle) is produced. 
[0016] Next, the ferritin solution is placed in a container and centrifuged at 3,000 rpm with a centrifugal separator 
for 15 to 30 min to remove a precipitate. Then, the resultant supernatant obtained after the precipitate is removed is 
centrifuged further at 10 : 000 rpm for 30 min so as to precipitate an unwanted ferritin aggregate and remove it. At this 
point, ferritin is present in the supernatant in the form of a dispersion. 

[0017] Next, as the solvent of this supernatant, the 100 mmol/L HEPES buffer solution of pH 7.0 is replaced by a 
150 mmol /L NaCI solution by dialysis to prepare a new ferritin solution. Here : the pH does not necessarily have to be 
adjusted. 

[0018] Then, this ferritin solution is concentrated to an arbitrary concentration between 1 and 10 mg /mL, and then 
CdS0 4 is added to this solution such that the final concentration thereof becomes 10 mmol/L to aggregate the ferritin. 
[0019] Next, the ferritin solution is centrifuged at 3,000 rpm lor 20 min to precipitate a ferritin aggregate in the solution. 
Thereafter, the buffer component in the solution is replaced by a 1 0-50 mmol / L Tris buffer solution of pH 8.0 containing 
150 mmol /L NaCI by dialysis. 

[0020] Next, the ferritin solution is concentrated and then is filtrated by gel filtration column to remove an aggregate 
of ferritin particles, so that discrete ferritin including iron oxide can be obtained. 

[0021] The mechanism for capturing iron ions into ferritin and a method for preparing ferritin including iron oxide 
have been described above. Since all the other metal ions that have been reported so far to be introduced are positive 
ions, it is believed that the capture of these metal ions to apoferritin substantially in the same mechanism as in the 
case of iron ions. Therefore, the other ions basically can be introduced into apoferritin substantially in the same oper- 
ations as in the case of iron ions. 

[0022] Regarding apoferritin, the size of a particle that can be held slightly varies with the type of the organism from 
which it is derived. Furthermore, there are spherical proteins that have similar structures to that of apoferritin and can 
hold inorganic particles inside. Examples thereof include Listeria ferritin derived from Listeria monocytogenes and Dps 
protein. There are proteins that are not spherical but can hold an inorganic particle similarly to ferritin, such as outer 
shell proteins of virus such as CCMV. 

[0023] In the specification of the present application, proteins that can hold inorganic particles inside such as spherical 
proteins, outer shell proteins of virus are referred to as "cage-like proteins". 
[0024] These cage-like proteins can hold inorganic particles including iron. 

[0025] Thus, ferritin holding a metal ion such as iron can be produced in the above-described method. However, 
since the inner surface of the channel 3 of apoferritin and ferritin is positively charged as a whole, it is difficult to capture 
ions having the same negative charge into apoferritin. 

[0026] On the other hand, gold, platinum or the like cannot be ionized alone in an aqueous solution, and only can 
be present as complex ions in an aqueous solution. Therefore, they are often used in the form of negative ions of 
chloroauric acid ions (AuCI 4 )- or (PtCI 4 ) 2 \ Consequently, it was difficult to capture precious metal atoms such as gold 
or platinum into apoferritin in the prior art. 

SUMMARY OF THE INVENTION 

[0027] Therefore, with the foregoing in mind, it is an object of the present invention to introduce precious metal atoms 
such as gold into a cage-like protein such as apoferritin by modifying the inner structure of a cage-like protein such as 
apoferritin, and thus to form precious metal panicles applicable to various microstructures. 

[0028] A recombinant cage-like protein of the present invention is produced by a gene recombination technique and 
includes a holding portion that is present in an internal portion of the recombinant cage-like protein and can hold a 
precious metal particle; and a tunnel-like channel for connecting the holding portion and an outside of the recombinant 
cage-like protein. 

[0029] Thus, a precious metal particle having a uniform size of nanometer order can be formed in the holding portion 
of the recombinant cage-like protein, so that minute dot bodies made of a precious metal having excellent chemical 
stability by, for example, arranging precious mctal-rccombinant cago-likc protein complexes on a substrate and re- 
moving the protein portion. These dot bodies can be utilized, for example, in a process for producing a semiconductor. 
[0030] The recombinant cage-like protein is apoferritin, so that a precious metal particle having a size of the nanom- 
eter order can be produced efficiently. 

[0031] The precious metal particle is gold or platinum, so that the formation of the dot bodies can be facilitated. The 
produced fine particles can be applied to single-electron transistors or the like. 

[0032] The recombinant cage-like protein includes a first neutral amino acid that has a smaller molecular size than 
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that of glutamic acid (Glu) and lhal of aspartic acid (Asp) in positions on an inner surface of the channel in which a first 
glutamic acid and a first aspartic acid are to be present, so that a repulsive force due to electrostatic interaction between 
precious metal complex ions having a negative charge and the channel is prevented from occurring. As a result, the 
precious metal complex ions can be captured by the channel. 
5 [0033] The first neutral amino acid is selected from the group consisting of serine, alanine, and glycine, so that 
precious metal complex ions can be captured by the channel without breaking the stereostructure of the recombinant 
cage-like protein. 

[0034] The recombinant cage-like protein further includes a basic amino acid or a second neutral amino acid in a 
position in the inner surface of the holding portion in which a second glutamic acid is to be present, so that a repulsive 
10 force due to electrostatic interaction between precious metal complex ions having a negative charge and the holding 
portion is prevented from occurring. In particular, when a basic amino acid is provided in a position in which the second 
glutamic acid is to be present, precious metal complex ions having negative charges are captured because of positive 
charges of this basic amino acid, so that the precious metal complex ions can be captured in a high concentration by 
the holding portion. 

'5 [0035] The basic amino acid or the second neutral amino acid is selected from the group consisting of arginine, 
lysine, and alanine, so that precious metal complex ions can be captured by the holding portion without breaking the 
stereostructure of the recombinant cage-like protein. 

[0036] At least one cysteine substituted for an amino acid is present on the inner surface of the holding portion, so 
lhat precious metal complex ions captured by the holding portion can be reduced effectively, and precious metal par- 

20 tides can be precipitated. 

[0037] The recombinant cage-like protein includes a substance having smaller reduction function than that of cysteine 
in a position on the outer surface of the recombinant cage-like protein in which cysteine is to be present, so that the 
precious metal complex ions are prevented from being reduced on the outer surface of the recombinant cage-like 
protein. As a result, the precious metal particles arc prevented from being precipitated on the outer surface of the 

25 recombinant cage-like protein, so that the yield of the precious metal-recombinant cage-like protein that holds a pre- 
cious metal particle in the holding portion can be increased. 

[0038] A precious metal-recombinant cage-like protein complex of the present invention includes a holding portion 
that can hold a precious metal particle and a tunnel-like channel for connecting the holding portion and the outside of 
the recombinant cage-like protein. 
30 [0039] Thus, minute dot bodies made of the precious metal can be formed on a substrate by, for example, arranging 
the precious metal-recombinant cage-like protein complexes on a substrate and removing the protein portion. These 
dot bodies can be utilized, for example, in a process for producing a semiconductor 
[0040] The recombinant cage-like protein may be apoferritin. 

[0041] The cage-like protein may hold a gold or platinum particle on the outer surface thereof. 

35 [0042] The precious metal-recombinant cage-like protein complex includes a first neutral amino acid that has a small- 
er molecular size than that of glutamic acid and that of aspartic acid in positions on the inner surface of the channel in 
which a first glutamic acid and a first aspartic acid are to be present, so that a repulsive force due to electrostatic 
interaction between precious metal complex ions having a negative charge and the channel is prevented from occurring. 
As a result, the precious metal - recombinant cage-like protein complex can be produced efficiently. 

^o [0043] The first neutral amino acid can be selected from the group consisting of serine, alanine and glycine : so that 
the precious metal-recombinant cage-like protein complex can be formed without the stereostructure. 
[0044] The precious metal-recombinant cage-like protein complex further includes a basic amino acid or a second 
neutral amino acid in a position in the inner surface of the holding portion in which a second glutamic acid is to be 
present , so that a repulsive force due to electrostatic interaction between precious metal complex ions having a negative 

45 charge and the holding portion is prevented from occurring. As a result, the precious metal - recombinant cage-like 
protein complex can be produced efficiently. 

[0045] The basic amino acid or Ihe second neutral amino acid is selected from the group consisting of arginine, 
lysine, and alanine, so that the precious metal particles can be held without breaking the stereostructure. 
[0046] At least one cysteine substituted for an amino acid is present on the inner surface of the holding portion, so 
so that the precious metal-recombinant cage-like protein complex can be formed easily in a solution containing precious 
metal ions. 

[0047] A recombinant DNA of the present invention encodes an amino acid sequence of a recombinant cage-like 
protein including a holding portion that can hold a precious metal particle and a tunnel-like channel for connecting the 
holding portion and the outside of the recombinant cage-like protein. 
55 [0048] This recombinant DNA makes it possible to mass-produce the recombinant cage-like protein using a protein 
engineering technique. 

[0049] The recombinant cage-like protein may be apoferritin. 
[0050] The precious metal particle may be gold or platinum. 
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[0051] The recombinant DNA includes a first neutral amino acid that has a smaller molecular size than that of glutamic 
acid and that of aspartic acid in positions on the inner surface of the channel in which a first glutamic acid and a first 
aspartic acid are to be present, so that the recombinant protein can be obtained easily. 

[0052] The first neutral amino acid is selected from the group consisting of serine, alanine and glycine, so that a 
large amount of the recombinant cage-like protein to form precious metal particles efficiently in the holding ponion can 
be obtained. 

[0053] The recombinant DNA further includes a basic amino acid or a second neutral amino acid in a position on the 
inner surface of the holding portion in which a second glutamic acid is to be present, so that a large amount of homo- 
geneous recombinant cage-like protein to form precious metal particles efficiently in the holding portion can be obtained. 
[0054] The basic amino acid or the second neutral amino acid is selected from the group consisting of arginine, 
lysine, and alanine, so that recombinant cage-like protein that can hold precious metal particles efficiently can be 
obtained easily. 

[0055] At least one cysteine substituted for an amino acid is present on the inner surface of the holding portion, so 
that recombinant cage-like protein that can hold precious metal particles more efficiently can be obtained easily. 
[0056] A method for producing a recombinant cage-like protein of the present invention includes the step (a) of 
substituting a first glutamic acid and a first aspartic acid that are positioned on the inner surface of a channel with a 
first neutral amino acid having a smaller molecular size than that of glutamic acid and that of aspartic acid. 
[0057] This method makes it possible to easily produce the recombinant cage-like protein that can capture precious 
metal particles into the channel efficiently. 
[0058] The cage-like protein may be apoferritin. 

[0059] In the step (a), the first neutral amino acid is selected from the group consisting of serine, alanine, and glycine, 
so that it is possible to produce a recombinant cage-like protein that can capture precious metal complex ions into the 
channel without breaking the stereostructure of the recombinant cage-like protein. 

[0060] The method for producing a recombinant cage-like protein further includes the step (b) of substituting a second 
glutamic acid present on the inner surface of the holding portion that is inside the recombinant cage-like protein with 
a basic amino acid or a second neutral amino acid, so that the recombinant cage-like protein that can capture precious 
metal particles into the holding portion efficiently can be produced easily. 

[0061] In the step (b), the basic amino acid or the second neutral amino acid is selected from the group consisting 
of arginine, lysine and alanine, so that precious metal complex ions can be captured into the holding portion without 
breaking the stereostructure of the recombinant cage-like protein. 

[0062] The method for producing a recombinant cage-like protein further includes the step (c) of substituting at least 
one amino acid positioned on the inner surface of the holding portion with cysteine, so that a recombinant cage-like 
protein that allows precious metal complex ions captured into the holding portion to be reduced effectively to precipitate 
precious metal particles. When the precious metal complex ions are reduced, the molecular size is decreased, so that 
the capture of the precious metal complex ions into the holding portion can be promoted. 

[0063] The method for producing a recombinant cage-like protein further includes the step (d) of replacing at least 
one cysteine positioned on the outer surface of the recombinant cage-like protein by a substance having a smaller 
reduction function than that of cysteine, so that a recombinant cage-like protein in which the reduction of the precious 
metal complex ions on the outer surface is suppressed can be produced. 

[0064] A method for producing a precious metal-recombinant cage-like protein complex includes the steps: (a) mixing 
a precious metal complex ion solution and a recombinant cage-like protein solution to form a precious metal-recom- 
binant cage-like protein complex, and (b) passing a solution containing the precious metal-recombinant cage-like pro- 
tein complex prepared in the step (a) through a gel filtration column to purify the precious metal-recombinant cage-like 
protein complex. 

[0065] This method makes it possible to fractionate the recombinant cage-like protein holding precious metal on the 
outer surface, the recombinant cage-like protein including the precious metal, and a side reaction product or the like 
from each other by the size, so that a desired purified precious metal-recombinant cage-like protein complex can be 
selected. 

[0066] The precious metal in the step (a) is gold or platinum, so that as described above, the dot bodies made of 
gold or platinum to be utilized in, for example, a production process of a semiconductor device or the like can be formed, 
and in this process, the reduction process of the dot bodies, which was conventionally necessary, can be eliminated. 

BRIEF DESCRIPTION OF THE DRAWINGS 

[0067] 

Figure 1 is a schematic view showing the structure of ferritin. 

Figures 2A to 2C are schematic cross-sectional views of recombinant apoferritin according to a first embodiment 
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of Ihe presenl invention 

Figure 3 is a schematic view of gold-including apoferritin arranged on a substrate. 

Figure 4 is an electron micrograph of the gold-including apoferritin arranged on a substrate. 

Figure 5 is a schematic view showing a nucleotide detector according to a second embodiment of the present 

invention. 

Figure 6 is a cross-sectional view showing the structure of a non-volatite memory cell in which dot bodies made 
of gold particles are used for a floating gate according to a third embodiment of the present invention. 
Figures 7A to 7C are cross-sectional views showing a process for forming a microstructure according to a fourth 
embodiment of the present invention. 

Figure 8 is a cross-sectional view of an optical semiconductor device according to a fifth embodiment, which utilizes 
the microstructure formed in the fourth embodiment. 

Figure 9 is a schematic view showing a gold-apoferritin complex holding precious metal particles both on the outer 
surface and in the holding portion. 

DETAILED DESCRIPTION OF THE INVENTION 

First Embodiment 

[0068] A first embodiment of the presenl invention will be described below. 
-Production of recombinant apoferritin- 

[0069] The inventors of the present invention considered the following two aspects to be primary detriments to the 
introduction of gold (Au) atoms into apoferritin. 

[0070] One is electrostatic interaction between a chloroauric acid ion (AuCI 4 )* and apoferritin. The amino acids that 
have negative charges, such as glutamic acid or aspartic acid, are exposed onto the inner surface of the channel 3 
and the inner surface of the holding portion 4 of ferritin (apoferritin-iron complex) shown in Figure 1. The capture of 
(AuCI 4 )-, which is a negative ion, into apoferritin is inhibited by an electrostatic interaction with these amino acids having 
negative ions. 

[0071] Another detriment is that the size of (AuCI 4 V is larger than that of an iron ion. For this reason, unless the size 
of the channel 3 of the apoferritin is increased : it is physically difficult to capture (AuCI 4 )' into the channel 3. 
[0072] In order to solve these problems, the inventors modified apoferritin with a technique of gene recombination 
in the following manner. Hereinafter, in this specification, "recombinant apoferritin" refers to apoferritin to which a var- 
iation is introduced with a gene recombination technique. When a site of an amino acid residue is specified in this 
specification, it means, unless otherwise, a site of apoferritin derived from equine liver to which no variation is intro- 
duced. Since apoferritin is constituted with 24 monomer subunits, "the amino acid sequence of apoferritin" means the 
amino acid sequence of the monomer subunits. 

[0073] The gene sequence encoding apoferritin derived from equine liver and the amino acid sequence of apoferritin 
are known, and the stereostructure thereof has been clarified. The monomer of apoferritin is constituted with 1 75 amino 
acid residues. Among these, the 128 th amino acid residue of aspartic acid (Asp) and the 131 st amino acid residue of 
glutamic acid (Glu) are both positioned on the inner surface of the channel 3, and the 58 th , 61 st and 64 ,h amino acid 
residues of glutamic acids are all positioned on the inner surface of the holding portion 4. The first to eighth amino acid 
residues are deleted by in vivo processing. 

[0074] Next, the electrostatic interaction in apoferritin will be described. 

[0075] As described above, aspartic acid and glutamic acid having negative charges are located on the inner surfaces 
of the holding portion 4 and the channel 3 of apoferritin in a neutral solution, so that the potential Vin of the entire inner 
surface of the apoferritin is lower than the potential Vout of the outside of the apoferritin. More specifically, the difference 
AV in the potential between the inside and the outside of the apoferritin defined as AV = Vin-Vout is AV < 0 (mV). 
[0076] Here ; since (AuCI 4 )* has a negative charge, it is known that the relationship between Cin, Cout and AV is 
expressed by the following equation (1), where Cin is the concentration of (AuCI 4 )" inside the apoferritin, and Cout is 
the concentration of (AuCI 4 )- in the solution. 



where c is a natural logarithm, k is Boltzmann logarithm, and T is an absolute temperature. This equation indicates 
that when the temperature is constant, the (AuCI 4 )- concentration inside the apoferritin can be increased exponentially 



Cout / Cin = e 



-AV/kT 
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by increasing AV. For example, when AV is a positive value and AV is increased by a faclor of 4. Coul/Cin is aboul 80. 
[0077] On the other hand, the reduction reaction of (AuCIJ- -> Au in the inner surface of the apoferritin is accelerated 
as the concentration inside the apoferritin increases. 

[0078] Considering the above conditions, the inventors of the present invention concluded that it is necessary that 
Cin is at least three times larger than Cout in order to produce gold particles efficiently in the holding portion 4 of the 
apoferritin in a solution. AV that satisfies this condition at room temperature is about 25 (mV) or more. In particular, in 
order to produce gold particles in the holding portion 4 at a sufficient speed, it seems to be preferable that AV is about 
100 (mV) or more. 

[0079] Herein, AV can be obtained by adding all the charges of the bases present on the inner surface of the apof- 
erritin, taking the position into consideration. For example, three of the glutamic acids positioned in the holding portion 
4 is substituted with lysine (Lys) in an apoferritin monomer, so that AV in the apoferritin is calculated to be about 200 
mV. This is believed to be a sufficient potential difference to produce gold particles in the holding portion 4 of the 
apoferritin. 

[0080] The inventors of the present invention produced a recombinant apoferritin as follows that can hold gold par- 
ticles, based on the above calculations. 

[0081] Figures 2A to 2C are schematic views showing the structure of a recombinant apoferritin produced based on 
the above findings. 

[0082] First, Figure 2A shows apoferritin derived from equine liver (hereinafter, referred to as "apoferritin") in which 
the 128 th amino acid of aspartic acid (Asp) and the 1 31 st amino acid of glutamic acid (Glu) are substituted with serine 
(Ser). Even if aspartic acid or glutamic acid is substituted with serine, the stereostructure of the apoferritin can be 
maintained. The first to the eight amino acids in the apoferritin are projected from the outer surface of the apoferritin, 
and may cause a problem in producing a higher order structure such as two-dimensional crystallization, so that they 
are deleted. This recombinant apoferritin is expressed as "fer-8-ser" in the following. 

[0083] The substitution of aspartic acid and glutamic acid having negative charges present on the inner surface of 
the channel 3 with serine having no charge eliminates electrostatic repulsion, which makes it easier to capture (AuCI 4 )- 
(7 in Figure 2A) having a negative charge into the channel 3. Furthermore, since the serine residue has a smaller size 
than that of the aspartic acid residue or the glutamic acid residue, so that the physical detriment to the capture of 
(AuCI 4 )- into the channel is smaller. 

[0084] Next, Figure 2B shows a recombinant apoferritin in which the 58 ,h , 61 st and 64 th amino acids of glutamic acids 
in the amino acid sequence of fer-8-Ser are each substituted with arginine (Arg). This recombinant apoferritin is ex- 
pressed as "fer-8-Ser-Arg M in the following. 

[0085] The substitution of the 58 th , 61 st and 64 th amino acids of glutamic acids present on the inner surface of the 
holding portion 4 of the apoferritin with arginine having a positive charge makes it possible to guide (AuCI 4 )* captured 
by the channel 3 to the holding portion 4 of the apoferritin. In this case, even if the glutamic acid is substituted with 
arginine, the stereostructure of the apoferritin can be maintained. The (AuCI 4 )* 7 guided to the holding portion 4 are 
sequentially reduced to gold (Au) atoms 7'. As the amino acid that is substituted with the 58 lh , 61 st and 64 th amino 
acids of glutamic acids, any amino acid that has no negative charge can be used, and Lys, which is a basic amino 
acid, Ala, which is a nonpolar amino acid, and a neutral amino acid can be used. 

[0086] Next, Figure 2C shows a recombinant apoferritin in which the 54 th amino acid of glutamic acid and the 65 th 
amino acid of arginine in the amino acid sequence of fer-8-Ser-Arg are substituted with cysteine (Cys). This recombinant 
apoferritin is expressed as "fer-8-Ser-Arg-Cys" in the following. 

[0087] The 54 th amino acid of glutamic acid and the 65 th amino acid of arginine in the amino acid sequence of fer- 
8-Ser-Arg are present on the inner surface of the holding portion 4 of apoferritin, so that the substitution of these amino 
acids with cysteine makes it possible to reduce the (AuCI 4 )* 7 captured by the holding portion 4 so that gold fine particles 
can be precipitated. Thus, the core 1 made of gold can be formed in the holding portion 4 by the operations described 
later. 

[0088] To produce the above-described recombinant apoferritin, a known gene recombination technique and a meth- 
od for expressing a protein are used in the manner as described below. 

[0089] First, a DNA fragment that encodes the amino acid sequence of apoferritin is cut out with a suitable restriction 
enzyme from a plasmid Takeda99224 (see S. Takeda et al. Biochim. Biophys. Acta. : 1 174,21 B-220, 1993) produced 
by Takeda et al. in which DNA of apoferritin derived from equine liver is incorporated. 

[0090] Next, this DNA fragment is inserted into pMK-2, which is a vcctor-plasmid for expressing a protein, to produce 
a plasmid for expressing apoferritin. 

[0091] Then, PCR (polymerase chain reaction) is performed, using this plasmid for expressing apoferritin as the 
template and a single strand DNA fragment in which a desired variation is incorporated as the primer, so that the 
desired variation is introduced sitespecifically to a desired position of the DNA encoding the amino acids of apoferritin. 
Thus, a plasmid including a DNA fragment of a variant apoferritin gene in which DNA in a portion encoding the first to 
the eighth amino acids of the apoferritin is deleted is produced. The DNA fragment of this apoferritin gene may cut out 



W EP 1 262 489 A1 w 

and incorporated into another vector -plasm id, if necessary 

[0092] Then, the produced plasmid is introduced into a commerciaiiy available E. coh (e.g.. Nova Blue) and trans- 
formed, and then this E. coli is cultured in a large amount at 37°C with a jar fermentor (mass culturing apparatus). The 
transformed E. coli has resistance to ampicilline, which is used as an indicator to distinguish it from E. coli that has not 

5 been transformed, so that the transformed E. coli can be screened. 

[0093] In this E. coli, the DNA of the recombinant apoferritin incorporated in the plasmid expresses, and apoferritm 
in which the first to the eight amino acid residues are deleted (hereinafter referred to as "fer-8") has been mass- 
produced. fer-8 is extracted and purified from the E. coli bacteria in the manner described later. Next, in orderto produce 
fer-8-Ser, PCR is performed, using the plasmid obtained in the above-described operation to which DNA encoding the 

10 amino acid sequence of fer-8 is incorporated as the template and a single strand DNA fragment encoding the amino 
acid sequence in which the 128 th amino acid of aspartic acid and the 131 st amino acid of glutamic acid of apoferritin 
are substituted with serine as the primer. 

[0094] Then, a plasmid to which DNA encoding the amino acid sequence of fer-8-Ser is inserted is produced in the 
same manner as for production of fer-8, and this plasmid is introduced into E. coli (Nova Blue) and transformed, and 
'5 then the transformed E. coli is cultured in a large amount, and then fer-8-Ser is extracted and purified from the E. coli 
bacteria in the manner described later. 

[0095] Then, a plasmid to which DNA encoding the amino acid sequence of fer-8-Ser-Arg is inserted and fer-8-Ser- 
Arg are obtained, and then a plasmid to which DNA encoding the amino acid sequence of fer-8-Ser-Arg-Cys is inserted 
and fer-8-Ser-Arg-Cys are obtained in the same manner as above. 

20 [0096] The procedure for extracting and purifying the variant apoferritin in the above operations is as follows. 

[0097] First, a culture liquid of E. coli that has been cultured is transferred to a centrifugal tube, set in a centrifugal 
separator, and centrifuged at 4 °C and 10,000 rpm for 25 min to precipitate the E. coli bacteria. 
[0098] Next, after the precipitated bacteria are collected, the bacteria are disintegrated in a liquid with an ultrasonic 
disintegratorso that apoferritin is clutcd in the liquid. Then, the liquid in which the bacteria arc disintegrated is transferred 

25 to a centrifugal tube, set in a centrifugal separator, and centrifuged at 4 °C and 10,000 rpm for 25 min to precipitate 
the bacteria that has been left undisintegrated. 

[0099] Next, a supernatant is collected from the centrifugal tube, and the supernatant is subjected to a heat treatment 
at 60 °C for 15 min, and then transferred to a centrifugal tube for centrifugation at 4 °C and 10,000 rpm for 25 min. 
This operation modifies unwanted protein, which precipitates in the bottom of the tube. 

30 [0100] Then, after a supernatant is collected from the centrifugal tube, column chromatography is performed with Q- 
sepharose HP (gel filtration column) at 4°C to collect an apoferritin fraction contained in the supernatant. This apoferritin 
fraction is further passed through Sephacryl S-300 (gel filtration column) at 25°C for column chromatography so as to 
be purified. This operation removes impurities and a purified recombinant apoferritin can be obtained. 
[01 01] In the present invention, when DNA encoding a modified apoferritin can be obtained, this DNA can be amplified 

35 by a known technique. Therefore, for mass production of recombinant apoferritin, there is no need to perform a process 
of recombination of genes again. 

-Production of apoferritin holding gold particles- 

*o [0102] First, a recombinant apoferritin solution and a KAuCI 4 solution (or HAuCI 4 ) solution are mixed to prepare a 
solution in which the final concentrations of the recombinant apoferritin and KAuCI 4 are 0.5 mg/mL and 3 mmol /L, 
respectively and the pH is 7 to 9. Thereafter, the solution is allowed to stand at room temperature for at least 24 hours 
so that gold particles are captured into the inside of the apoferritin to form a gold-apoferritin complex. As a buffer, when 
the pH is 7 to 8 ? 100 mM phosphoric acid is preferably used, and when the pH is 8 to 9, Tris-HCI is preferably used 

^5 [0103] At this point, if either one of adding NaBH 4 to the solution such that the concentration thereof is 1 mM or less, 
adding alcohol such as ethanol to the solution such that the concentration thereof is 10 % or less (v/v), or irradiating 
the solution with light or UV rays, it is possible to accelerate the reduction reaction of (AuCI 4 )- so that the reaction lime 
can be shortened. However, if the concentration of NaBH 4 is more than 1 mM , or if the concentration of ethanol is more 
than 10 % (v/v), (AuCI 4 )* is reduced before being captured into the inside of the apoferritin, so that gold particles may 

50 be precipitated on the outer surface of the apoferritin. The size of the gold particles precipitated on the outer surface 
of the apoferritin is non-uniform to a larger extent than the size of gold particles formed in the holding portion 4 of the 
apoferritin. 

[0104] Inside the apoferritin, the surface of the precipitated gold particles itself catalyzes the reduction reaction of 
(AuCI 4 )' (autocatalytic function). Thus, the reduction reaction of (AuCI 4 )* continues until the holding portion 4 of the 
55 apoferritin is filled. 

[0105] The pH of the solution is set to 7 to 9 for the following reasons. If the pH is 6 or less, the reduction of (AuCI 4 )* 

hardly occurs, and if the pH is 1 0 or more, the progress of the reduction of (AuCI 4 )* cannot be controlled. 

[0106] Thereafter, side reaction products and apoferritin that does not hold gold particles are removed in the same 
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manner as when purifying ferritin including iron inside, and the resultant solution is fractionated by gel column chro- 
matography so that the apoferritin including gold particle inside is collected in the form of a solution. In this case, 
apoferritin in which gold particles are formed, not in the holding portion 4. but on its outer surface and a small amount 
of apoferritin in which gold particles are formed both in the holding portion 4 and on the outer surface can be obtained 
5 at the same time. 

[0107] If fer-8-Ser and fer-8-Arg are used as recombinant apoferritin in a reaction to capture gold particles into apo- 
ferritin, apoferritin in which gold particles are formed on its outer surface is also generated as well as apoferritin including 
gold particles inside. This seems to be because the speed of a reaction to precipitate gold on the outer surface of 
apoferritin is faster than that of a reaction to form gold particles in the holding portion 4 of the apoferritin. 

10 [0108] On the other hand, if fer-8-Ser-Arg is used as a recombinant apoferritin, the yield of the apoferritin including 
gold particles inside is improved significantly. This is because the reduction reaction of (AuCI 4 )' in the holding portion 
4 of the apoferritin is accelerated by the reductive function of cysteine (Cys) introduced into the holding portion 4. The 
diameter of gold particles included inside the apoferritin is uniformly about 6 nm. In other words, gold particles having 
a uniform size of the nanometer order can be formed efficiently by using a recombinant apoferritin produced in this 

is embodiment.. fer-8-Ser-Arg-Cys. Fine gold particles have applications or advantages that other metals do not have, 
such as an application to a DNA sensor. 

[0109] In this embodiment, the apoferritin derived from equine liver is used, but apoferritin derived from other organs 
or other living organisms, that is, proteins made of monomer subunit polymer and including a holding portion inside 
can be used. Apoferritin derived from some other living organisms such as Listeria ferritin derived from Listeria mono- 
20 cytogenes have a stereostructure similar to that of the apoferritin derived from equine, so that a recombinant apoferritin 
can be obtained in the same operation. The diameter of the core of a metal-apoferritin complex is slightly different, 
depending on the type, so that the diameter of gold particles can have a variation. In addition to that, a cage-like protein, 
which can hold a metal or the like inside can hold gold particles by changing the charge of the channel and the inside 
as done in this embodiment. 

25 [01 10] Furthermore, in the case of proteins of other ferritin families such as a Dps protein constituted with 1 2 monomer 
subunits and including an inorganic substance inside, precious metal particles can be held with the same gene recom- 
bination technique as in the case of apoferritin. 

[0111] In this embodiment, the 128 th amino acid of aspartic acid and the 131 st amino acid of glutamic acid present 
on the inner surface of the channel 3 of apoferritin are both substituted with serine. However, instead of serine, they 

30 can be substituted with glycine or alanine, which is a neutral amino acid having an even smaller molecular weight. 
[0112] In this embodiment. fer-8-Ser-Arg is used as a recombinant apoferritin. but basic, or non-polar or neutral 
amino acids having no negative changes, such as lysine or alanine, can be used to substitute the 58 th , 61 st , and 64 th 
amino acids of glutamic acids in the amino acid sequence of the apoferritin. A recombinant apoferritin in which the 
58 th , 61 st , and 64 th amino acids of glutamic acids in the amino acid sequence are substituted with lysine is represented 

35 by fer-8-Ser-Lys in the following. 

[0113] A recombinant apoferritin in which the 58 th , 61 st , and 64 th amino acids of glutamic acids in the amino acid 
sequence are substituted with alanine is represented by fer-8-Ser-Ala. 

[0114] A recombinant apoferritin in which the 54 th amino acid of glutamic acid and the 65 th amino acid of arginine in 
fer-8-Ser-Lys are both substituted with cysteine is represented by fer-8-Ser-Lys-Cys. A recombinant apoferritin in which 
40 the 54 th amino acid of glutamic acid and the 65 th amino acid of arginine in fer-8-Ser-Ala are both substituted with 
cysteine is represented by fer-8-Ser-Ala-Cys. 

[0115] Among these, the DNA sequence encoding the amino acid sequence of fer-8-Ser-Lys-Cys is described in 
sequence 1 , and the amino acid sequence of fer-8-Ser-Lys-Cys is described in sequence 2 in the sequence listing. 
The amino acid of sequence 2 starts with the 9 th amino acid, tyrosine. 

^5 [01 16] In fer-8-Ser-Lys-Cys produced in this embodiment, the DNA sequence encoding Lys of the 58 th , 61 st and 64 th 
amino acids (50 th , 53 rd , and 56 th amino acids in the sequence 2) of Lys are "aag", but this can be "aaa"encoding Lys, 
instead. For Ser of the 1 28 th and 1 31 st amino acids (120 th and 123 rd amino acids in the sequence 2) or Cys of the 54 th 
and 65 th amino acids (46 th and 57 th amino acids in the sequence 2), other sequences than those shown in the sequence 
1 can be used, as long as it is a DNA sequence encoding these amino acids. This is true for other recombinant apof- 

50 erritin. 

[0117] The 127 th amino acid of cysteine of the recombinant apoferritin produced in this embodiment such as fer- 
8-Ser-Arg-Cys, fcr-8-Scr-Lys-Cys and fcr-8-Scr-Ala-Cys is positioned on the outer surface of the apoferritin, and it is 
estimated that this cysteine precipitates gold particles on the outer surface of the apoferritin. Therefore, when the 1 27 th 
amino acid of cysteine of fer-8-Ser-Arg-Cys, fer-8-Ser-Lys-Cys and fer-8-Ser-Ala-Cys is substituted with a substance 
55 having a smaller reduction function than that of the cysteine, gold particles are suppressed from being precipitated on 
the outer surface of the apoferritin, and the yield of the apoferritin including gold particles inside can be improved 
further. In order to achieve this, the 127 ,h amino acid of cysteine may be substituted with an amino acid such as alanine, 
or may be reacted with chemicals that react with a cysteine reside to suppress the reduction function. 



9 



EP 1 262 489 A1 



[0118] In this embodiment, a gold-apoferritin complex is produced, bui instead of introducing (AuCI 4 )" to apoferritin, 
chloroplatinic acid (PtCI 4 ) 2 ' is introduced into a recombinant apoferntin to produce apoferritin holding platinum particles. 
However, since (PtCI 4 ) 2 " is easily reduced in a solution of pH 7 to 9 so that platinum is precipitated in the solution, it is 
necessary that the pH of the solution is lower than 7. In this case. 100 mM acetic acid is used as a buffer when pH is 
5 about 4, and 100 mM p-alanine is used when pH is about 3. 

[0119] An example of industrial application of the recombinant apoferritin holding precious metal produced in this 
embodiment will be described in the following embodiment. 

Second embodiment 

w 

[01 20] First, the structure of the nucleotide detector in this embodiment will be described. Figure 5 is a cross-sectional 
view showing the structure of the nucleotide detector in this embodiment. 

[0121] As shown in Figure 5, the nucleotide detector 10 in this embodiment is a DN A sensor, and includes a substrate 
1 1 , gold particles 1 2 having a nanometer size (a diameter of about 6 nm) arranged on the surface of the substrate 1 1 

'5 with high density and high precision (with a gap of about 12 nm between neighboring particles), and single stranded 
DNAs (thiol DNAs) 13 having a sulfur atom at their ends, and the gold particles 12 are bonded to the thiol DNAs 13. 
[0122] Next, a method for producing the nucleotide detector 10 in this embodiment will be described. In order to 
produce the nucleotide detector 10 in this embodiment, the gold particles 12 having a diameter of about 6 nm should 
be arranged and fixed two-dimensionally with high density and high precision on the surface of the substrate 1 1 . 

20 [01 23] First, the recombinant apoferritin holding the gold particles 1 2 of the first embodiment (a complex of fer-8-Ser - 
Arg-Cys and gold particles; referred to as gold-including apoferritin 15 in the following) are arranged on the surface of 
the substrate 11 in a method as described below. 

[0124] Figure 3 is a schematic view showing the gold-including apoferritin 15 arranged on the substrate 11, and 
Figure 4 is an electron micrograph of the gold-including apoferritin 15 arranged on the substrate 11. 

25 [0125] For imaging of the electron micrograph of Figure 4, gold glucose having a size that is large enough not to be 
captured into apoferritin is used for staining. Gold glucose staining is used because when staining is performed with 
a regular pigment, the pigment enters the apoferritin so that the presence of a gold particle cannot be confirmed. 
[0126] This operation forms a film of the gold-including apoferritin 15 arranged with high density and high precision 
as shown in Figure 3 on the substrate 11 . Figure 4 indicates that the outer diameter of the apoferritin is about 1 2 nm. 

30 [0127] Then, the outer shell 2 made of protein of the gold-including apoferritin 15 is removed so that only the gold 
particles 12 are left. Then, the thiol DNAs 13 are bonded to the gold particles 12. The DNAs used here are single 
stranded DNAs. 

[0128] In this embodiment, a known method can be used to arrange and fix the gold-including apoferritin 15 two- 
dimensionally with high density and high precision on the surface of the substrate 11. 
35 [0129] For example, the transfer method (Adv. Biophys., Vol. 34, p99-107 (1997)) that has been developed by 
Yoshimura et al, which will be described below, can be used. 

[0130] In this method, first, a liquid in which the gold-including apoferritin 15 is dispersed is injected to a 2% sucrose 

solution with a syringe. Then, the liquid comes up toward the liquid surface of the sucrose solution. 

[0131] Then, the liquid that has first reached the interface between air and the liquid forms an amorphous film made 

-to of modified apoferritin, and the liquid that has reached later is attached under the amorphous film. 

[0132] Then, two-dimensional crystal of the gold-including apoferritin 15 is formed under the amorphous film. Then : 
the substrate 1 1 (silicon wafer, carbon grid, glass substrate or the like) is placed on the film consisting of the amorphous 
film and the two-dimensional crystal of the gold-including apoferritin 15, so that the film including the gold-including 
apoferritin 15 is transferred onto the surface of the substrate 11. 

45 [01 33] This method makes it possible to arrange the gold-including apoferritin 1 5 on the substrate 1 1 with high density 
and high precision, as shown in Figure 3. 

[01 34] In this case, if the surface of the substrate 1 1 is treated so as to be hydrophobic, the film can be transferred 
onto the surface of the substrate 11 more easily. 

[0135] Next, the outer shell 2 made of protein is removed. Protein molecules are generally weak to heat, so that the 
50 outer shell 2 can be removed by a heat treatment as described below. 

[0136] For example, when the substrate 11 with the gold-including apoferritin 15 is left undisturbed in an inert gas 

such as nitrogen at 400 to 500°C for about one hour, the outer shell 2 and the amorphous film made of protein are 

burned out, so that the gold particles 12 remain on the substrate 11 in the form of dots that are arranged regularly in 

a two-dimension with high density and high precision. 
55 [0137] As described above, the gold particles 12 held in the gold-including apoferritin 15 are allowed to appear on 

the substrate 11 two-dimensionally and arranged with high density and high precision. 

[0138] Next, formation of the nucleotide detector 10 of this embodiment will be described below. 

[0139] The nucleotide detector 10 of this embodiment is obtained by bonding thiol DNAs 13 to the gold particles 12 
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arranged on (he substrate 11 in the manner as described above. 

[0140] The gold particles 12 can be bonded to the thiol DNAs 13 simply by bringing the substrate 11 in which the 
gold particles 12 are arranged into contact with an aqueous solution of the thiol DNAs 13 and leaving as it is for a 
predetermined time. This bonding can be achieved because sulfur easily reacts with gold and thus easily forms a 

5 covalent bond with the gold particles 12 at the end of the thiol DNA 13 or thiol RNA. 

[0141] More specifically, when the thiol DNAs 13 in the aqueous solution are brought into contact with the gold 
particles 12 on the substrate 11, sulfur atoms S of the thiol DNAs 13 are covalently bonded to the gold particles 12 in 
the one-to-one correspondence manner, so that the thiol DNAs 13 are arranged on the substrate 11 with very high 
density and high precision. Since the gold particles 12 on the substrate 11 are arranged two-dimensionally with very 

10 high density and high precision, the thiol DNAs 13 bonded to the gold particles 12 are also arranged two-dimensionally 
with high density and high precision, so that in the nucleotide detector 10, particles are arranged uniformly in the number 
per unit in accordance with the size of the particles. 

[0142] In this process, instead of the thiol DNAs 13, thiol RNAs or nucleotides such as PCR primer whose end is 
thiolizedcan be used. 

75 [0143] In the above process, the concentration of the thiol DNAs 13 in the aqueous solution can be theoretically such 
that the number of the gold particles 1 2 on the substrate 1 1 matches the number of thiol DNAs 1 3. However in reality, 
it is preferable that the number of the thiol DNAs 13 is larger than that of gold particles 12. Therefore, in this embodiment, 
an aqueous solution including a high concentration of the thiol DNAs 1 3 is used so that the thiol DNAs 13 are contained 
in the number of molecules of more than that of the gold-including apoferritin 15 that is contained in the liquid in the 

20 form of a dispersion. 

[0144] Furthermore, as the temperature of the aqueous solution of the thiol DNAs 13 is higher, the bonding between 
the sulfur atoms S of the thiol DNAs 13 and the gold particles 12 is promoted. However, if the temperature is too high, 
it becomes difficult to handle the thiol DNAs 13, for example, due to a large convection current. Furthermore, too high 
temperatures arc also disadvantageous in view of energy consumption, so that in general, it is preferable to heat the 
25 aqueous solution of the thiol DNAs 13 to about 20 to 60°C for the above-described process. 

[0145] Thus, the nucleotide detector 10 of this embodiment that is capable of easily detecting DNA or RNA to be 
detected can be obtained. 

[0146] Next, a method for detecting DNA when the nucleotide detector 10 is used as a DNA sensor will be described. 
[0147] First, a solution containing a DNA group to be subjected to detection (DNA group to be detected) is prepared 
30 and the DNA group to be detected has been subjected to a fluorescent-labeling treatment beforehand. 

[0148] The solution of the fluorescent-labeled DNA group to be detected is brought into contact with the nucleotide 
detector 10 in which the thiol DNAs 13 are arranged and left undisturbed. 

[0149] After a predetermine period of time has passed, when there is a DNA hybridized with the thiol DNA 13 of the 
nucleotide detector 1 0 in a group of DNAs to be detected, the thiol DNA 1 3 of the nucleotide detector 1 0 and the DNA 
35 in the group of DNAs to be detected constitute a double helix and establish a stable bond. 

[0150] Next, if the nucleotide detector 10 is washed with a solution free from a phosphor, such as water, the DNA 
that is not bonded to the thiol DNA 13 of the nucleotide detector 10 in the group of DNAs to be detected and a trace 
amount of phosphors left on the nucleotide detector 10 can be removed. 

[01 51 ] Thereafter, fluorescence is observed by irradiating the surface of the nucleotide detector 1 0 with a light source 
^0 such as laser. At this point, if there is a DNA having a sequence that is hybridized with the thiol DNA 1 3 of the nucleotide 
detector 10 in the group of DNAs to be detected, fluorescence occurs. 

[0152] As described above, whether or not there is a DNA having a predetermined sequence in the group of DNAs 
to be detected can be detected by detecting whether or not fluorescence occurs. 

[0153] In particular, in the nucleotide detector 10 of this embodiment, the thiol DNAs are arranged with high density 
45 and high precision uniformly over the entire substrate. Therefore, the intensity of fluorescence is high, and the fluores- 
cence occurs highly precisely and uniformly, so the nucleotide detector 10 of this embodiment can be used as a high 
performance DNA sensor having a very high SN ratio. Therefore, when the nucleotide detector 10 of this embodiment 
is used as a DNA sensor and a fluorescence intensity higher than a predetermined value is obtained, it is determined 
that a DNA having a predetermined sequence is present in the group of DNAs to be detected. That is to say, there is 
so almost no possibility of erring in the determination of the presence of the DNA having a predetermined sequence. 

[0154] Furthermore, in the nucleotide detector 10 of this embodiment, the thiol DNAs are arranged with high density 
and high precision uniformly over the entire substrate, and there is almost no possibility that the fluorescence intensity 
after the hybridization of the DNA having a predetermined sequence differs from substrate to substrate. Therefore, 
there is no need of changing the setting of a threshold of the fluorescence intensity for each substrate in order to 
55 determine the presence of hybridized DNAs : which reduces the time and labor of the adjustment of a fluorescence 
detector. 

[01 55] In this embodiment, the case where the nucleotide detector 10 is used as a DNA sensor has been described. 
However, the nucleotide detector 10 is used as a RNA sensor by using a group of RNAs, instead of the group of DNAs 
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lo be delected. 

[01 56) Furthermore, conventional nucleotide detectors such as DNA chips have to be disposed of. but in the nucle- 
otide detector 10 of ihis embodiment, the substrate and the DNA (or RNA) is fixed firmly via a sulfur atom and a gold 
particle, so that this fixture can be maintained even at a temperature of 100°C. Therefore, the nucleotide detector 10 
can be used repeatedly by dissociating the hybridized DNA from the thiol DNA and washing it away. 
[01 57] Furthermore, a gold-apof erritin complex in which gold particles are grown on its outer surface that is obtained 
in the first embodiment may be used, instead of the gold-including apoferritin 15 used in this embodiment. Although 
the sizes of the gold particles that are grown on the outer surface of apoferritin are not uniform, but similarly to the gold 
particles 12 used in this embodiment, the gold particles can be arranged on a substrate with high density and high 
precision. In the first embodiment, when fer-8-Ser-Arg is used, fer-8-Ser-Arg in which gold particles are grown on the 
outer surface with very high yield can be obtained, so that compared to the case where the gold-including apoferritin 
15 is used, the production cost of the nucleotide detector 10 can be reduced. 

Third Embodiment 

[0158] In this embodiment, a nonvolatile memory cell including dot bodies formed by utilizing the gold-including 
apoferritin produced in the first Embodiment for a floating gate will be described. It should be noted that the nonvolatile 
memory cell in this embodiment and the method for producing the same are those described in Japanese Laid-Open 
Patent Publication No. 11-233752. 

[0159] Figure 6 is a cross-sectional view showing the structure of the nonvolatile memory cell utilizing dot bodies for 
a floating gate. As shown in Figure 6 : on a p-type Si substrate 21 , a polysilicon electrode 26 that functions as a control 
gate, dot bodies 24 that are made of gold fine particles having a particle size of about 6 nm and functions as a floating 
gate electrode, a gate oxide film 23 that is present between the p-type Si substrate 21 and the floating gate and functions 
as a tunnel insulating film, a silicon oxide film 25 that is present between the control gate and the floating gate and 
functions as an interelectrode insulating film for transmitting a voltage of the control gate to the floating gate are pro- 
vided. In the p-type Si substrate 21 , first and second n-type diffusion layers 27a and 27b that function as a source or 
a drain are formed, and a region between the first and second n-type diffusion layers 27a and 27b in the p-type Si 
substrate 21 functions as a channel. Furthermore, an element isolation oxide film 22 formed by a selection oxidation 
method or the like for electrical separation is formed between the memory cell shown in Figure 6 and a memory cell 
adjacent thereto. The first and second n-type diffusion layer 27a and 27b are connected to first and second aluminum 
wiring 31a and 31b, respectively, via tungsten 30. Although not shown in Figure 6, the polysilicon electrode 26 and the 
p-type Si substrate 21 are also connected to aluminum wiring, so that the voltage of each portion of the memory cell 
is controlled by using the aluminum wiring or the like. 
[0160] This memory cell can be formed easily as follows. 

[01 61] First, the element isolation oxide film 22 enclosing an active region is formed by a LOCOS method, and then 
the gate oxide film 23 is formed on the substrate. Thereafter, the dot bodies 24 are formed over the entire substrate 
with the gold-including apoferritin produced in the first embodiment. By using the gold-including apoferritin in this proc- 
ess, the process of reducing the dot bodies, which was necessary when a conventional apoferritin including a metal 
oxide was used, can be omitted. 

[0162] Next, a silicon oxide film and a polysilicon film to bury the dot bodies 24 are deposited on the substrate by a 
CVD method. 

[0163] Next, the silicon oxide film and the polysilicon film are patterned so that the silicon oxide film 25 that serves 
as an interelectrode insulating film and the polysilicon electrode 26 that serves as a control gate electrode are formed. 
Thereafter, impurity ions are implanted, using a photoresist mask and the polysilicon electrode 26 as a mask, so that 
the first and second n-type diffusion layer 27a and 27b are formed. 

[0164] Then, using known methods, an interlayer insulating film 28 is formed, contact holes 29 are opened in the 
interlayer insulating film 28, tungsten plugs 30 are formed by filling the contact holes 29 with tungsten, and the first 
and second aluminum wiring 31a and 31b are formed. 

[0165] The memory cell of this embodiment is provided with a MOS transistor (memory transistor) including the 
polysilicon electrode 26 that functions as the control gate, the first and second n-type diffusion layers 27a and 27b that 
function as the source or the drain, and this memory cell is a nonvolatile memory cell that utilizes that fact that the 
threshold voltage of the memory transistor is changed with the amount of charges accumulated in the dot bodies 24 
that function as the floating gate. This nonvolatile memory cell can be provided with the function as a memory storing 
binary values, but a multivalued memory storing three or more values can be realized by not only depending on the 
presence of charges accumulated in the dot bodies 24, but also controlling the amount of the accumulated charges. 
[0166] To erase data, FN (Fowler-Nordhein) current via an oxide film or direct tunneling current can be utilized. 
[0167] To write data, FN (Fowler-Nordhein) current via an oxide film, direct tunneling current or channel hot electron 
(CHE) implantation can be utilized. 
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[0168] According to the nonvolatile memory cell of this embodiment, the floating gate is made of gold fine panicles 
having a small particle size so as to function as a quantum dot. so that the amount of the accumulated charge is small. 
Therefore, the amount of current for write and erase can be small, so that a nonvolatile memory cell having a low power 
consumption can be produced. 

[0169] Furthermore, in the nonvolatile memory cell of this embodiment, since the sizes of the gold fine particles 
constituting the floating gate are uniform, the characteristics at the time of implantation and removal of charges are 
uniform among the gold fine particles, so that control can be performed easily in these operations. 
[0170] Furthermore, the dot bodies 24 may be formed continuously while being in contact with each other, that is, 
may be formed so as to constitute a film as a whole, or may be formed discretely so that they are apart from each 
other. In this embodiment, since the apoferritin including gold fine particles is used, such a fine dot body pattern can 
be formed easily by subjecting a desired portion of the substrate to a treatment that let the portion hydrophobic, and 
then arranging the apoferritin or other methods. In this embodiment, gold is used as the material of the dot bodies, but 
instead of this, platinum can be used. Dot bodies made of platinum having a uniform diameter of about 6 nm can be 
formed by using platinum-including apoferritin produced in the first embodiment, instead of the gold-including apofer- 
ritin. In this case as well, it is advantageous that the process of reducing the dot bodies is not necessary similarly to 
the case where the gold-including apoferritin is used. 

Fourth Embodiment 

[01 71 ] In this embodiment, a method for arranging gold particles on a substrate, utilizing the gold-including apoferritin 
of the first embodiment, and using these gold particles as an etching mask will be described. 

[0172] Figures 7A and 7C are cross-sectional views showing a method for forming microstructures using the gold 
particles as a mask. 

[0173] First, in the process shown in Figure 7A, the gold-including apofcrritins.arc arranged in desired positions on 
a silicon substrate 34 in the same manner as in the second embodiment, and then a heat treatment is performed, so 
that the outer shell made of protein is removed. Thus, the gold particles 33 having a diameter of about 6 nm are left 
on the substrate 34. 

[01 74] Here : using the apoferritin including gold eliminates the reduction process that is performed when metal oxide- 
including apoferritin is used. 

[0175] Then, in the process shown in Figure 7B, ion reactive etching (RIE) is performed with respect to the silicon 
substrate 34 for 5 minutes with a SF 6 gas, so that the silicon substrate 34 is etched selectively. This is because the 
gold particles 33 are etched with more difficulty than the silicon substrate 34. 

[0176] Then, in the process shown in Figure 7C, the gold particles 33 are eventually etched when the etching pro- 
ceeds further, so that the silicon substrate 34 provided with a desired pattern can be obtained. The method of this 
embodiment makes it possible to form uniform minute column-shaped pattern whose upper face has a diameter of 
about 6 nm (hereinafter, referred to as "minute column") precisely on the substrate. In other words, the method of this 
embodiment makes it possible to form minute structures having uniform sizes (that is, precise processing of micro- 
structures), which was conventionally difficult. 

[0177] The microstructures formed by the method of this embodiment can be used as, for example, light-emitting 
elements utilizing a quantum effect, which will be described later. 

[01 78] In this embodiment, the gold particles are used as an etching mask, but platinum particles can be used instead. 
For this, in the process shown in Figure 7A, the platinum-including apoferritin of the first embodiment can be used, 
instead of the gold-including apoferritin. 

[0179] Employing ferritin including Fe or apoferritin including Ni, Co or the like may eliminate the reduction process 
as well, depending on the circumstance. On the other hand, employing the precious metal-including apoferritin of this 
embodiment can eliminate the reduction process in any circumstances. 

[0180] In the process shown in Figure 7A of this embodiment, a heat treatment is used to remove the outer shell of 
the gold-including apoferritin, but instead of this, ozonolysis or chemical decomposition with cyanogen bromide (CNBr) 
can be used. 

Fifth Embodiment 

[0181] In a fifth embodiment, a method for producing an optical semiconductor device described in Japanese Laid- 
Open Patent Publication No. 08-083940 reported by Eriguchi et al., using the minute columns formed by the processing 
method of the fourth embodiment will be described below. 

[0182] Figure 8 is a cross-sectional view of an optical semiconductor device using semiconductor minute columns 
whose upper surface has a diameter of 6 nm formed in the fourth embodiment. 

[0183] First, the fourth embodiment uses a substrate obtained by forming a p-type well 51 in a part of an n-type 
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silicon, and further forming an n-lype well on ihe p-lype well 51 . This subsirate is processed by the melhod of the founh 
embodiment, and semiconductor minute columns 42 made of n-type silicon are formed with high density. 
[0184] Then, the side faces of the semiconductor minute columns are covered with an insulating layer 43 made of 
silicon oxide film by thermal oxidation, and then the gaps between the semiconductor minute columns 42 are filled with 
5 the insulating layer 43 and the end surface thereof is smoothed. 

[0185] Furthermore, the insulating layer on the surface of the smoothed end portion of the semiconductor minute 
columns 42 of the insulating layer 43 is removed, and a transparent electrode 44 is formed. 

[01 86] The quantized region Rqa on the silicon substrate 41 on the side is divided from other regions by insulating 
separation layers 49 that have been previously formed. In addition, a side electrode 50 penetrating the insulating 
10 separation layer 49 has been previously formed, and connected to the silicon substrate 41 that functions as a lower 
electrode with respect to the transparent electrode 44 : which is the upper electrode of the semiconductor minute col- 
umns 42. 

[0187] Thus, an optical semiconductor device is formed, and when a voltage in the forward direction is applied be- 
tween the transparent electrode 44 and the side electrode 50 : electroluminescence occurs at room temperature. Fur- 
's thermore, visible light electroluminescence corresponding to emission of red, blue and yellow is generated by changing 
the carrier implantation voltage. 

[01 88] According to this embodiment, an optical semiconductor device having a high luminous efficiency, which was 
conventionally difficult to produce, can be realized. 



20 Other embodiments 

[0189] In the process of producing the gold-apoferritin complex of the first embodiment, a small amount of gold- 
apoferritin complexes holding gold particles both on the outer surface and the holding portion can be obtained. 
[01 90] Figure 9 is a view showing a gold-apoferritin complex holding gold particles both on the outer surface and the 
25 holding portion, tn Figure 9, the diameter of a first gold particle 61 held in the holding portion is about 6 nm, and the 
size of a second gold particle 62 formed on the outer surface of apoferritin has a variation, but it is at least true that 
the size is larger than the size of the first gold particle 61 included in apoferritin. The first gold particle 61 held in the 
holding portion is enclosed by an outer shell 63 of apoferritin. 

[0191] The gold-apoferritin complexes are arranged on a silicon substrate or the like in the form of a film in such a 

30 manner that the second gold particle 62 is positioned in an upper portion. 

[01 92] This substrate is further processed so that a nonvolatile memory cell of a double dot type having the first gold 
particle 61 and the second gold particle 62 as a floating gate can be produced. This nonvolatile memory cell is char- 
acterized in that the retention time of data is long. This is because particles having different sizes are different in how 
easy they receive or release charges from each other, so that input information can be held in the gold particle that 

35 more hardly releases charges. Here, a nonvolatile memory cell having a long retention time can be produced easily 
by using the gold-apoferritin complex. 

[0193] Furthermore, the apoferritin makes it possible to use gold particles having a nanometer size as a floating 
gate, so that a memory cell can be miniaturized. 

[0194] In this embodiment, only the gold-apoferritin complex is used, but a complex of other metals and apoferritin 
40 can be used in combination with the gold-apoferritin complex, so that dots having different levels can be produced, 
and therefore a nonvolatile memory having a long retention time can be produced. 

[0195] In this embodiment, instead of the apoferritin holding gold particles both on the outer surface and the holding 
portion, apoferritin holding platinum particles both on the outer surface and the holding portion can be used. Alterna- 
tively, the apoferritin holding platinum particles both on the outer surface and the holding portion can be used in com- 

45 bination with the apoferritin holding gold particles. 

[01 96] According to the recombinant apoferritin of the present invention and the method for producing the same, and 
the precious metal-recombinant apoferritin complex and the method for producing the same, a precious metal atom 
can be introduced into the apoferritin by modifying the internal structure using a gene recombination technique, and it 
is possible to form precious metal particles that can be applied to various microstructures. Furthermore, the recombinant 

50 apoferritin can be obtained efficiently by using the E. coli and the recombinant genes of the present invention. 
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<110> Matsushita Electric Industrial Co., Ltd. 

<120> Recombinant cage-iike protein. Method for producing the same, 

Precious metal-recombinant cage-like protein complex, Method for 
producing the same and recombinant DNA 

<130> Apoferritin DNA PRT 

<150> JP P2001-142983 
<151> 2001-05-14 

<160> 2 

<170> Patentln Ver. 2.1 

<210> 1 

<211> 504 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Recombinant DNA 
of Liver Apoferritin of Equus cebellus 



tattctactg aagtggaggc cgccgtcaac cgcctggtca acctgtacct gcgggcctcc 60 

tacacctacc tctctctggg cttctatttc gaccgcgacg atgtggctct ggagggcgta 120 

tgccacttct tccgctgctt ggcggagaag aagcgcaagg gtgccaagtg cctcttgaag 180 

atgcaaaacc agcgcggcgg ccgcgccctc ttccagagct tgtccaagcc gtcccaggat 240 

gaatggggta caaccccgga tgccatgaaa gccgccattg tcctggagaa gagcctgaac 300 

caggcccttt tggatctgca tgccctgggt tctgcccagg cagaccccca tctctgtagc 360 

ttcttgtcta gccacttcct agacgaggag gtgaaactca tcaagaagat gggcgaccat 420 

ctgaccaaca tccagaggct cgttggctcc caagctgggc tgggcgagta tctctttgaa 480 

aggctcactc tcaagcacga ctaa 504 

<210> 2 
<211> 167 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence : Recombinant Liver Apoferritin 
of Equus cebellus 

<220> 

<221> MUTAGEN 
<222> (46) 

<220> 

<221> MUTAGEN 
<222> (50) 

<220> 

<221> MUTAGEN 
<222> (53) 

<220> 

<221> MUTAGEN 
<222> (56) 



<220> 
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<221> MUTAGEN 
<222> (57) 

<220> 

<221> MUTAGEN 
<222> (120) 

<220> 

<221> MUTAGEN 
<222> (123) 

<400> 2 

Tyr Ser Thr Glu Val Glu Ala Ala Val Asn Arg Leu Val Asn Leu Tyr 
1 5 10 15 

Leu Arg Ala Ser Tyr Thr Tyr Leu Ser Leu Gly Phe Tyr Phe Asp Arg 
20 25 30 

Asp Asp Val Ala Leu Glu Gly Val Cys His Phe Phe Arg Cys Leu Ala 
35 40 " 45 

Glu Lys Lys Arg Lys Gly Ala Lys Cys Leu Leu Lys Met Gin Asn Gin 
50 55 60 

Arg Gly Gly Arg Ala Leu Phe Gin Asp Leu Gin Lys Pro Ser Gin Asp 
" 70 75 80 

Glu Trp Gly Thr Thr Pro Asp Ala Met Lys Ala Ala He Val Leu Glu 
85 90 95 

Lys Ser Leu Asn Gin A2a Leu Leu Asp Leu His Ala Leu Gly Ser Ala 
100 105 HO 

Gin Ala Asp Pro His Leu Cys Ser Phe Leu Ser Ser His Phe Leu Asp 
115 120 125 

Glu Glu Val Lys Leu He Lys Lys Met Gly Asp His Leu Thr Asn He 
130 135 140 

Gin Arg Leu Val Gly Ser Gin Ala Gly Leu Gly Glu Tyr Leu Phe Glu 
145 150 155 160 

Arg Leu Thr Leu Lys His Asp 
165 
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Claims 
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1. A recombinant cage-like protein produced by a gene recombination technique, comprising: 

a holding portion that is present in an internal portion of the recombinant cage-like protein and can hold a 
precious metal particle; and 

55 a tunnel-like channel for connecting the holding portion and an outside of the recombinant cage-like protein. 

2. The recombinant cage-like protein according to claim 1 , wherein the recombinant cage-like protein is apoferritin. 
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3. The recombinant cage-like prolein according to claim 1, wherein the precious metal particle is gold or platinum. 

4. The recombinant cage-like protein according to claim 1. comprising a first neutral amino acid that has a smaller 
molecular size than that of glutamic acid (Glu) and that of aspartic acid (Asp) in positions on an inner surface of 

5 the channel in which a first glutamic acid and a first aspartic acid are to be present. 

5. The recombinant cage-like protein according to claim 4, wherein the first neutral amino acid is selected from the 
group consisting of serine (Ser), alanine (Ala), and glycine (Gly). 

10 6. The recombinant cage-like protein according to claim 1 , further comprising a basic amino acid or a second neutral 
amino acid in a position on an inner surface of the holding portion in which a second glutamic acid is to be present. 

7. The recombinant cage-like protein according to claim 6, wherein the basic amino acid or the second neutral amino 
acid is selected from the group consisting of arginine (Arg). lysine (Lys), and alanine (Ala). 

15 

8. The recombinant cage-like protein according to claim 1, wherein at least one cysteine (Cys) substituted for an 
amino acid is present on an inner surface of the holding portion. 

9. The recombinant cage-like prolein according to claim 1 , comprising a substance having a smaller reduction function 
than that of cysteine in a position on an outer surface of the recombinant cage-like protein in which cysteine is to 
be present. 

10. A precious metal - recombinant cage-like protein complex comprising a precious metal particle and a recombinant 
cage-like protein, 

wher ein the recombinant cage-like protein comprises a holding portion that can hold a precious metal particle; 
and a tunnel-like channel for connecting the holding portion and an outside of the recombinant cage-like protein. 

11. The precious metal - recombinant cage-like protein complex according to claim 1 0, 
wherein the recombinant cage-like protein is apoferritin. 

12. The precious metal - recombinant cage-like protein complex according to claim 10. 
wherein a gold or platinum particle is held on an outer surface. 

13. The precious metal - recombinant cage-like protein complex according to claim 1 0, comprising a first neutral amino 
acid that has a smaller molecular size than that of glutamic acid and that of aspartic acid in positions on an inner 
surface of the channel in which a first glutamic acid and a first aspartic acid are to be present. 

14. The precious metal - recombinant cage-like protein complex according to claim 1 3, wherein the first neutral amino 
acid is selected from the group consisting of serine, alanine and glycine. 

15. The precious metal - recombinant cage-like protein complex according to claim 10, further comprising a basic 
amino acid or a second neutral amino acid in a position on an inner surface of the holding portion in which a second 
glutamic acid is to be present. 

16. The precious metal - recombinant cage-like protein complex according to claim 15, wherein the basic amino acid 
or the second neutral amino acid is selected from the group consisting of arginine, lysine, and alanine. 

17. The precious metal - recombinant cage-like protein complex according to claim 10, wherein at least one cysteine 
substituted for an amino acid is present on an inner surface of the holding portion. 

18. A recombinant DNA encoding an amino acid sequence of a recombinant cage-like protein comprising a holding 
portion that can hold a precious metal particle: and a tunnel-like channel for connecting the holding portion and 
an outside of the recombinant cage-like protein. 

55 19. The recombinant DNA according to claim 18, wherein the recombinant cage-like protein is apoferritin. 

20. The recombinant DNA according to claim 18, wherein the precious metal particle is gold or platinum. 
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21. The recombinant DNA according to claim 18, comprising a first neutral amino acid that has a smaller molecular 
size than that of glutamic acid and that of aspartic acid in positions on an inner surface of the channel in which a 
first glutamic acid and a first aspartic acid are to be present. 

22. The recombinant DNA according to claim 21 , wherein the first neutral amino acid is selected from the group con- 
sisting of serine, alanine and glycine. 

23. The recombinant DNA according to claim 18, further comprising a basic amino acid or a second neutral amino 
acid in a position on an inner surface of the holding portion in which a second glutamic acid is to be present. 

24. The recombinant according to claim 23, wherein the basic amino acid or the second neutral amino acid is selected 
from the group consisting of arginine, lysine, and alanine. 

25. The recombinant DNA according to claim 1 8, wherein at least one cysteine substituted for an amino acid is present 
on an inner surface of the holding portion. 

26. A method for producing a recombinant cage-like protein, comprising the step (a) of substituting a first glutamic 
acid and a first aspartic acid that are positioned on an inner surface of a channel with a first neutral amino acid 
having a smaller molecular sue than thai of glutamic acid and thai of aspartic acid. 

27. The method for producing a recombinant cage-like protein according to claim 26, 
wherein the cage-like protein is apoferritin. 

28. The method for producing a recombinant cage-like protein according to claim 26, 

wherein in the step (a), the first neutral amino acid is selected from the group consisting of serine, alanine, and 
glycine. 

29. The method for producing a recombinant cage-like protein according to claim 26, further comprising the step (b) 
of substituting a second glutamic acid present on an inner surface of the holding portion that is inside the recom- 
binant cage-like protein with a basic amino acid or a second neutral amino acid. 

30. The method for producing a recombinant cage-like protein according to claim 26, 

wherein in the step (b), the basic amino acid or the second neutral amino acid is selected from the group consisting 
of arginine, lysine and alanine. 

31. The method for producing a recombinant cage-like protein according to claim 26, further comprising the step (c) 
of substituting at least one amino acid positioned on an inner surface of the holding portion with cysteine. 

32. The method for producing a recombinant cage-like protein according to claim 26, further comprising the step (d) 
of replacing at least one cysteine positioned on an outer surface of the recombinant cage-like protein by a substance 
having a smaller reduction function than that of cysteine. 

33. A method for producing a precious metal -recombinant cage-like protein complex comprising the steps: 

(a) mixing a precious metal complex ion solution and a recombinant cage-like protein solution to form a precious 
metal-recombinant cage-like protein complex, and 

(b) passing a solution containing the precious metal-recombinant cage-like protein complex prepared in the 
step (a) through a gel filtration column to purify the precious metal-recombinant cage-like protein complex. 

34. The method for producing a precious metal-recombinant cage-like protein complex according to claim 33, wherein 
the precious metal in the step (a) is gold or platinum. 
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FIG. 3 
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FIG. 6 
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FIG. 7 
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FIG. 8 
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FIG. 9 
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